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KEY PO INT S

l The activation of PP2A
in endothelium
underlies thrombus
formation induced by
aPL in mice.

l Endothelial apoER2
serves as a scaffold for
aPL-induced assembly
of a Dab2 and SHC1-
containing complex
that assembles and
activates PP2A.

In the antiphospholipid syndrome (APS), antiphospholipid antibody (aPL) recognition of
b2 glycoprotein I promotes thrombosis, and preclinical studies indicate that this is due
to endothelial nitric oxide synthase (eNOS) antagonism via apolipoprotein E receptor 2
(apoER2)-dependent processes. How apoER2 molecularly links these events is unknown.
Here, we show that, in endothelial cells, the apoER2 cytoplasmic tail serves as a scaffold for
aPL-induced assembly and activation of the heterotrimeric protein phosphatase 2A (PP2A).
Disabled-2 (Dab2) recruitment to the apoER2 NPXY motif promotes the activating L309
methylation of the PP2A catalytic subunit by leucine methyl transferase-1. Concurrently,
Src homology domain-containing transforming protein 1 (SHC1) recruits the PP2A scaf-
folding subunit to the proline-rich apoER2 C terminus alongwith 2 distinct regulatory PP2A
subunits that mediate inhibitory dephosphorylation of Akt and eNOS. In mice, the coupling
of these processes in endothelium is demonstrated to underlie aPL-invoked thrombosis.
By elucidating these intricacies in the pathogenesis of APS-related thrombosis, numerous
potential new therapeutic targets have been identified. (Blood. 2018;131(19):2097-2110)

Introduction
In individuals suffering from the antiphospholipid syndrome
(APS), circulating anti-phospholipid antibodies (aPLs)1-3 greatly
increase the risk for thrombosis and for other cardiovascular
morbidities and mortality.4,5 In a recent study of 1000 APS pa-
tients followed over 10 years, 31% of subjects suffered throm-
botic events despite anticoagulant therapy, and transient
ischemic attacks, strokes, deep vein thrombosis, and pulmonary
embolism were common.6 In addition, aPL positivity is found
in 14% of stroke, 11% of myocardial infarction, and 10% of
deep vein thrombosis patients.7 Regrettably, currently available
therapies for APS are limited to long-term anticoagulation, which
is expensive, inconvenient, and fraught with complications in-
cluding hemorrhage and osteoporosis.8,9 As such, there is an
unmet need for more efficacious, mechanism-directed therapies
for the thrombotic diathesis that characterizes this disorder.

In APS, high titers of aPL against the protein b2 glycoprotein I
(b2GPI) are particularly closely associated with thrombotic
events.1,10 APL interaction with b2GPI engages transmembrane
receptors including apolipoprotein E receptor 2 (apoER2; LRP8)
to modify intracellular signaling and alter aPL target cell be-
havior. We and others have shown that the global deletion of

apoER2 inmice affords protection from aPL-induced thrombosis,
and we further revealed that a critical distal step is the antag-
onism of endothelial nitric oxide (NO) synthase (eNOS) and
resulting deficiency of the antithrombotic-signaling molecule
NO.11,12 However, how aPL recognition of b2GPI is molecularly
linked via apoER2 to eNOS antagonism and in what aPL target
cell this occurs in vivo to mediate thrombosis are unknown.

Seeking to better understand the mechanistic underpinnings of
APS-related thrombosis, experiments were designed to test the
hypothesis that cytoplasmic domains of apoER2 serve to couple
aPL recognition of b2GPI to alterations in eNOS enzymatic
activity. Noting that endothelial cells and platelets both express
apoER2 and eNOS,11-16 we also determined the relative role of
endothelial cell apoER2 in disease pathogenesis in vivo in mice.
Additional genetic and pharmacologic measures were useded in
mice to translate themechanistic findings in cultured endothelial
cells to APS-related thrombosis in vivo.

Methods
Animal models
In vivo studies were performed in wild-type (WT) C57BL/6 mice,
littermate WT mice (apoER2-WT), knock-in mice expressing
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full-lengthWT apoER2 (apoER2-FL), mutant apoER2with NFDNPVY
substituted by EIGNPVY (apoER2-EIG), or apoER2 lacking exon 19
(apoER2-Δ19) on identical 129SvEv 3 C57BL/6J backgrounds.17,18

Malemicewere studied at 4 to 5weeks of age. ApoER2fl/flmicewere
created by insertion of loxP sites flanking exons 1 and 2 (supple-
mental Figure 1A, available on the Blood Web site). A detailed
description is provided in supplemental Materials and meth-
ods. The apoER2fl/fl mice were backcrossed to C57BL/6 for .8
generations. ApoER2fl/fl mice were crossed with mice expressing
Cre-recombinase under the regulation of the vascular endothelial
cadherin promoter (VECadCre, fromM. Luisa Iruela-Arispe, UCLA,
Los Angeles, CA)19 to generate mice lacking apoER2 selectively in
endothelium (apoER2ΔEC). All animal experiments were ap-
proved by the institutional animal care and utilization committees
at the University of Texas Southwestern Medical Center.

Antibody preparation
Normal human immunoglobulin G (NHIgG) and aPLs were
isolated from healthy individuals and APS patients as previously
described.11,20-22 The relevant clinical and laboratory features of
the APS patients are provided in supplemental Materials and
methods. Written informed consent was provided before study
participation. All protocols were approved by the institutional
review boards of the Hospital for Special Surgery and the Uni-
versity of Texas Southwestern Medical Center. Mouse mono-
clonal antibody directed against b2GPI (designated 3F8) and its
isotype-matched control (designated BBG) were generated as
previously described.11,23,24

Dab1 and Dab2 expression
Human umbilical vein endothelial cell (HUVEC) and human aortic
endothelial cell (HAEC) expression of Disabled-1 (Dab1) and
Dab2 was assessed by reverse transcription–polymerase chain
reaction (see details in supplemental Materials and methods).

Adenoviral apoER2 constructs
Human WT apoER2 complementary DNA was used for site-
directed mutagenesis according to the manufacturer’s pro-
tocol (Agilent Technologies). The apoER2-EIG construct was
generated by Vivogen Biotechnology, Inc. All of the mutations
were verified by sequencing. Primers used for mutagenesis to
produce apoER2-NPVA and apoER2-Δ59 are provided in sup-
plemental Materials and methods.

Cell culture, siRNA, and adenoviral transfection
HAECs and HUVECs were purchased by Lonza, cultured in
EGM-21Bullet kit media (Lonza), and used within 3 to 5 pas-
sages. In siRNA experiments, HAECs were transfected with the
small interfering RNAs (siRNAs) shown in supplemental Materials
and methods (ThermoFisher) using siPORT Amine transfection

reagent as previously described.25 Control siRNA was purchased
from GE Dharmacon (ON-TARGETplus Non-targeting Control
siRNA). Briefly, HAECs were first transfected with siRNA tar-
geting endogenous apoER2, and subsequently the cells were
transfected with adenoviral particles (1010 particles per milliliter)
encoding apoER2 constructs. Experiments were performed
18 hours postadenoviral transfection.

eNOS activation assay
Activation of eNOS was assessed in HAECs by measuring the
conversion of [14C] L-arginine to [14C] L-citrulline as described
previously.11 Briefly, cells were preincubated with NHIgG or aPL
(100 mg/mL for 90 minutes) and eNOS activity was determined
over 30minutes in the continued presence of NHIgG or aPL, and
in the absence (basal) or presence of vascular endothelial growth
factor (VEGF; 100 ng/mL). In select experiments, HAECs were
incubated with siRNA or adenoviral particles before eNOS ac-
tivation was assessed. In separate sets of experiments, HAECs
were treated for 4 hours with the protein phosphatase 2A (PP2A)
inhibitor endothall (10 mM) or its control 1-4-Dimethylendothall
(10 mM), or with Fostriecin (10 mM) vs its vehicle control (methanol)
prior to the assessment of eNOS activity. All findings were
replicated in 3 or more independent experiments.

Phosphatase assay
PP2A phosphatase activity was evaluated using PP2A immu-
noprecipitation (IP) and a phosphatase assay kit (EMD 17-313).
Cells were incubated for 90 minutes with NHIgG or aPL
(100 mg/mL), in the absence (basal) or presence of VEGF
(100 ng/mL), or with C2-ceramide (30 mM) serving as positive
control. Lysates were generated and IP was performed with anti-
PP2A catalytic subunit (PP2A-C) antibody immobilized on agarose
beads for 2 hours. Immunoprecipitated PP2A was incubated
with phosphorylated peptide substrate for 20 minutes at 30°C.
Malachite green reagent was then used to quantify free phos-
phate abundance.

IP and immunoblot analysis
HAECs were lysed, and IP and immunoblotting were performed,
as described in detail in supplemental Materials and methods.

Mass spectrometry
Following protein separation by sodium dodecyl sulfate poly-
acrylamide gel electrophoresis, gel samples were digested
overnight with trypsin (Pierce) followed by reduction and alkyl-
ation with dithiothreitol and iodoacetamide (Sigma-Aldrich). After
solid-phase extraction cleanup with Oasis HLB plates (Waters),
the samples were analyzed by liquid chromatography–tandem
mass spectrometry (LC-MS/MS) using an Orbitrap Fusion
Lumos mass spectrometer (Thermo Electron) coupled to an

Figure 1. APL activation of PP2A underlies eNOS antagonism in endothelial cells. (A) HAECs were exposed to aPLs from 4 different APS patients or NHIgG (100 mg/mL) for
90 minutes, and PP2A activity was measured in cell lysates; N 5 6. (B) PP2A activity was determined in HAECs exposed to anti-b2GPI monoclonal antibody (3F8, 10 mg/mL), its
isotype-matched control (BBG, 10 mg/mL), NHIgG, or aPLs. Additional HAECs were incubated with C2-ceramide (30 mM) for 4 hours to provide a positive control; N 5 4.
(C) HAECs were transfected with control RNAi or RNAi targeting the PP2A A subunit (PP2A-A), and 24 hours later treated with aPLs or NHIgG followed by vehicle (phosphate-
buffered saline [PBS]) or VEGF (100 ng/mL) for 30 minutes. Cell lysates were immunoblotted for phosphorylated-eNOS S1177 (peNOS), total eNOS, and glyceraldehyde-
3-phosphate dehydrogenase (GAPDH). Findings shown were confirmed in 3 independent experiments. (D) In HAECs transfected and treated as in panel C, VEGF (100 ng/mL)
activation of NOS activity was assessed in intact cells by measuring 14C-arginine conversion to 14C-citrulline; N 5 6. (E-G) HAECs were incubated with the inactive analog
1,4-dimethyl-endothall (Dm-endo, 10 mM) vs endothall (Endo, 10mM) for 4 hours (E,G), or with vehicle (Veh, methanol) vs Fostriecin (Fostri, 10 mM) for 4 hours (F-G), and with aPLs
vs NHIgG, and vehicle vs VEGF. In cell lysates, PP2A activity was quantified (E-F, n5 7) and immunoblotting for peNOS, total eNOS, andGAPDHwas performed (G, findings were
confirmed in 3 independent experiments). (H-I) In studies paralleling those in panels E-G, VEGF stimulation of NOS activity was evaluated in intact cells; N5 6. In graphs, values
are mean 6 SEM, ****P , .0001, ***P , .001, and **P , .01. (J) Summary of findings in the figure.

PP2A ACTIVATION IN APS-RELATED THROMBOSIS blood® 10 MAY 2018 | VOLUME 131, NUMBER 19 2099

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/131/19/2097/1468356/blood814681.pdf by guest on 04 June 2024



aPL

β2GPI

PP2A
Activity

B CA

metL309

pY307

Dm-endo Endothall
metL309

PP2A-C

pY307
PP2A-C

IP PP2A-C

GAPDH

PP2A-C

aPL
NHIgG

BBG -
-

-
- +

-

-
-

-
--

-

- -

- -
-

+
+

+3F8
-
-

-
- +

-

-
-

- - -
--

-
- -

-
+

+
+

GAPDH

eNOS

peNOS

VEGF
aPL

pAkt

Akt

- + + +
-

metL309

LCMT-1

PPP2A-A

-VEGF

NHIgG
aPL +

+
-
- -

+ + +
-

-
-

D E

G H

F

Regulatory
B subunit

NHIgG
+

+
-
- -

-
-

Akt

Bδ

Bδ

IP Akt IP eNOS

800

PP2A-ACon Bδ

Bα B’α B’βBβ Bγ Bδ

B’α B’β B’ε

B’ε

RNAi

**** **** ****

eNOS

B’α

B’α

Bδ

Bδ

B’α

B’α

VEGF
aPL

NHIgG

- + + + + + +-
-
-

-
- -

-+
+ - - -

-
+

- +-

B’β

Ph
os

ph
at

as
e 

ac
tiv

ity
(%

 o
f n

o 
tre

at
m

en
t)

200

600

400

0
aPL - + - + - + - + - + - + - +

Akt

IP Akt

eNOS

IP eNOS
I

pAkt

metL309

PP2A-A

VEGF
aPL

peNOS

PP2A-A

metL309

Akt

Met

PX

PX

Endothelial Cell

A

C

LCMT-1

NHIgG

- + + +
+

+
-
- -

-
-

-
VEGF

aPL
NHIgG

-
+

+ + +
-
+

-
- -

-
-

eNOS

Bα

Figure 2. APL promote PP2A-C L309 methylation and Y307 dephosphorylation, PP2A subunit assembly, and PP2A-B Bd and B9a recruitment to Akt and eNOS as
selective phosphoprotein substrates in endothelial cells. (A) HAECswere treated with NHIgG, aPLs (100mg/mL), BBGor 3F8 (10mg/mL) in the presence of the inactive analog
Dm-endo or endothall (10 mM) for 90 minutes, and with vehicle (PBS) or VEGF (100 ng/mL) for 30 minutes, cell lysates were prepared, and immunoblot analysis was performed
detecting methylated PP2A-C L309 (metL309), phosphorylated PP2A-C Y307 (pY307), total PP2A-C and GAPDH. (B) HAECs were treated with NHIgG or aPLs (100 mg/mL) for
90 minutes, and with vehicle (PBS) or VEGF (100 ng/mL) for 30 minutes, and immunoblot analysis was performed detecting methylated PP2A-C L309 (metL309), phosphorylated
PP2A-C Y307 (pY307), total PP2A-C, and GAPDH. Immunoblotting was also performed for Akt phosphorylation at S473 (p-Akt), total Akt (Akt), phosphorylated eNOS at S1177
(peNOS), and total eNOS (eNOS). (C) In parallel studies, PP2A-C was immunoprecipitated, and the co-IP of PP2A-A and LCMT-1 was evaluated along with PP2A-C metL309.
(D) Reverse transcription–polymerase chain reaction was performed to detect transcripts for PP2A-B subunits Ba, Bb, Bg, Bd, B9a, B9b, and B9e in HAECs. (E) HAECs were
transfected with control RNAi or RNAi targeting PP2A-Aa, or PP2A-B subunit Ba, Bd, B9a, B9b, or B9e; 24 hours later, the cells were treated with aPLs or NHIgG (100 mg/mL) for
90 minutes, and PP2A activity was quantified in cell lysates; N 5 4. Values are mean 6 SEM, ****P , .0001. (F-H) HAECs were treated as in panel B, Akt or eNOS was
immunoprecipitated, and the co-IP of PP2A-A, PP2A-C metL309, Bd, B9a, and B9b was evaluated along with immunoblotting for pAkt and peNOS. Findings in all immunoblots
were confirmed in 3 independent experiments. (I) Summary of the findings in the figure.
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Figure 3. Dab2 recruitment to apoER2 via theNPXYmotif is required for aPL induction of PP2A activity by LCMT-1 interactionwith PP2A-C in endothelial cells, and for
resulting eNOS antagonism. (A) HAECswere treated with vehicle, NHIgG, or aPLs (100mg/mL) for 90minutes, cell lysates were prepared, apoER2was immunoprecipitated, and
the co-IP of b2GPI and Dab2 was evaluated by immunoblotting. (B-C) HAECs were transfected with control RNAi (Con RNAi) or RNAi targeting apoER2 or Dab2; 24 hours later
they were treated with BBG or 3F8 (10 mg/mL), or NHIgG or aPL (100 mg/mL) for 90 minutes, and lysates were prepared to detect apoER2 and Dab2 by immunoblotting (B) or to
quantify PP2A activity (C, n5 4). (D-E) HAECs were transfected with control RNAi or RNAi targeting Dab2; 24 hours later, they were treated with NHIgG or aPLs, and vehicle or
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Ultimate 3000 RSLC-Nano liquid chromatography system (Dionex).
Raw MS data files were converted to a peak list format and an-
alyzed using the central proteomics facilities pipeline, version
2.0.3.26,27 Peptide identification was performed using the X!
TandemandOpenMSSearch Algorithm (OMSSA) search engines
against a human protein database from Uniprot.28-30

Intravital microscopy
Thrombus formation was assessed as previously described.11,20

Briefly, 24 hours following injection with either NHIgG or aPL
(100 mg, IP), alone or in conjunction with endothall (10 mmol/kg
body weight) or 1,4-dimethyl-endothall,31 mice (males, 4-6 weeks
old) were IV injected with fluorescence-labeled anti-mouse GPIbb
antibody. The mesenteric microcirculation was exteriorized and
thrombus formation was induced by 10% ferric chloride solution
placed on Whatman filter paper for 45 seconds Thrombus for-
mation in 80- to 100-mm arterioles was documented by capturing
images every 1 second for 25minuteswith aQuantEm512S camera
attached to aNikon Eclipse Timicroscopewith NIS Element image-
capturing software.

Statistical analysis
All data are expressed as mean 6 standard error of the mean
(SEM). Statistical analyses were performed using GraphPad
Prism (version 7.01). One-way analysis of variance and Tukey
post hoc testing were used to assess differences among groups.
In cell culture studies, the findings reported were confirmed in at
least 3 independent experiments. P values ,.05 were consid-
ered significant.

Results
APL activation of PP2A is required for
eNOS antagonism
The activation of eNOS by multiple agonists including VEGF
requires eNOS S1177 phosphorylation,32,33 and we previously
showed that aPLs suppress VEGF-induced eNOS S1177 phos-
phorylation and enzyme activation.11 Because in various para-
digms the serine/threonine PP2A dephosphorylates eNOS
S1177,34-36 we determined whether aPLs stimulate PP2A activity
in HAECs. In contrast to polyclonal NHIgG from healthy indi-
viduals, polyclonal aPLs from 4 different APS patients stimulated
PP2A activity by fivefold to sevenfold (Figure 1A). Using C2
ceramide as a positive control,37-39 potent activation of PP2A was
also observed in HAECs treated with the monoclonal anti-b2GPI
antibody (3F8), which mimics aPL action,11,20 whereas its subtype-
matched control IgG (BBG) had no effect (Figure 1B). Active PP2A
is a heterotrimeric holoenzyme composedof scaffolding (PP2A-A),
regulatory (PP2A-B), and catalytic subunits (PP2A-C) designated
A, B, and C, respectively.40,41 Knockdown of PP2A-Aa (PR65a), a
dominant form of PP2A-A in adult tissues,42 by small RNA in-
terference (RNAi) prevented aPL suppression of eNOS S1177

phosphorylation and enzyme activation induced by VEGF
(Figure 1C-D; supplemental Figure 2A) (please note that in the
overall schematic in Figure 6E, superscript numbers are pro-
vided to indicate the figure in which data are presented about a
given molecule or structural feature of apoER2). The PP2A
inhibitors endothall31,43 and Fostriecin44,45 effectively blunted
PP2A activation in HAECs by aPLs (Figure 1E-F), and both
agents prevented the inhibitory action of aPLs on eNOS S1177
phosphorylation and enzyme activation in response to VEGF
(Figure 1G-I; supplemental Figure 2B). Thus, aPLs robustly
stimulate PP2A activity in human endothelial cells, and the
resulting PP2A activation is the basis for aPL antagonism of
eNOS (Figure 1J).

The activity and substrate specificity of PP2A are regulated
through posttranslational modifications of PP2A-C, which gov-
ern the binding of numerous possible PP2A-B subunits.46,47

PP2A-B then targets specific phosphoprotein substrates to
PP2A.46,48,49 The most common posttranslational modifications
of PP2A-C are Y307 phosphorylation and L309 methylation.48,50-53

L309 methylation is mediated by leucine methyl-transferase
1 (LCMT-1), a 334-aa enzyme that shares little sequence sim-
ilarity with other methyl-transferases.54,55 LCMT-1 is responsible for
carboxyl methylation of PP2A, and it enhances the affinity of
PP2A-C for PP2A-B, resulting in modulation of the specificity
of PP2A.47,51,52,56,57 PP2A-C Y307 phosphorylation, which occurs
when L309 is demethylated,50,58 attenuates PP2A enzymatic ac-
tivity. We found that whereas NHIgG has no effect, aPLs enhance
PP2A-C L309 methylation and attenuate PP2A-C Y307 phos-
phorylation, and the PP2A inhibitor endothall negated both
processes (Figure 2A). The aPL-related posttranslational
modifications in PP2A-C occur coincidentally with diminished
VEGF-induced phosphorylation of Akt at S473 and of eNOS at
S1177 (Figure 2B). Furthermore, aPL treatment promotes the as-
sociation of LCMT-1 with PP2A-C, which is highly methylated at
L309 (Figure 2C), and the association of PP2A-C with PP2A-A.

The specific PP2A-B subunits that recruit Akt and eNOS for
dephosphorylation were then identified. PP2A-B subunits are
divided into 4 structurally distinct families designated B, B9, B99,
and B999.53,59,60 Recognizing that B and B9 family members prefer-
entially bind to modified PP2A-C at L309 and Y307 residues,48,61-63

we determined which B or B9 family members are expressed in
HAECs (Figure 2D).We found that HAECs do not express Bb or Bg,
but they express Ba, Bd, B9a, B9b, and B9e. Using RNAi knockdown
(supplemental Figure 3), we found that silencing of Bd, B9a, or B9b
inhibits aPL activation of PP2A to a similar extent as knockdown of
PP2A-A (Figure 2E). In contrast, Ba and B9e knockdown did not
negate PP2A activation by aPL. We then evaluated whether aPLs
promote the recruitment of Bd, B9a, or B9b to Akt or eNOS
(Figure 2F-H), and found that aPLs stimulate interaction between
dephosphorylated Akt and L309-methylated PP2A-A and Bd,
and not the recruitment of B9a or B9b to Akt; aPL also induced

Figure 3 (continued) VEGF (100 ng/mL, 30 minutes), and immunoblotting was done to detect eNOS S1177 phosphorylation (peNOS), total eNOS, and GAPDH (D). With the
same treatments, NOS activity was determined in intact cells (E, n 5 6-12). (F-I) Endogenous apoER2 was silenced with RNAi, and using adenoviral constructs HA-tagged WT
apoER2 (WT) or mutant forms of apoER2 harboring NFDNPVA (NPVA) or EIGNPVY (EIG) substitutions for NFDNPVA were reintroduced (F). Cells were treated 24 hours later with
NHIgG or aPLs, and vehicle or VEGF; apoER2 was immunoprecipitated using anti-HA antibody, and Dab2 co-IP was evaluated by immunoblotting (G). In parallel studies, PP2A
activity was quantified in cell lysates (H, n 5 4), NOS activity was evaluated in intact cells (I, n 5 8-16), and PP2A-C subunit methylation at L309 was assessed in cell lysates by
immunoblotting (I). (J) Following control RNAi or RNAi silencing Dab2, 24 hours later, cells were treated with NHIgG or aPLs, and vehicle or VEGF; (K) PP2A-C was
immunoprecipitated; and PP2A-CmetL309 or total PP2A-C were detected by immunoblotting. The co-IP of LCMT-1 was also evaluated by immunoblotting. Values in graphs are
mean 6 SEM, ****P , .0001, and findings in all immunoblots were confirmed in 3 independent experiments. (L) Summary of the findings in the figure.

2102 blood® 10 MAY 2018 | VOLUME 131, NUMBER 19 SACHARIDOU et al

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/131/19/2097/1468356/blood814681.pdf by guest on 04 June 2024



B

Dab2
(Lysate)

Con siRNA Dab2 RNAi

ApoER2

PP2A-A

p66 SHC1

VEGF
aPL

NHIgG
-
- + + +

+
- -

--
- +

-
- + + +

+
- -

- -
- +

IP ApoER2

A

Dab2

ApoER2

PP2A-A

PP2A-C

VEGF

NHIgG

p66 SHC1

aPL
+ +-

-
-

+-
- -

-
+
-

- -
+
- + +

IP ApoER2
C

SHC1
(Lysate)

Con siRNA SHC1 RNAi

ApoER2

PP2A-A

Dab2

IP ApoER2

VEGF
aPL

NHIgG
- +
- + + +

-
- -

-
- +

- +
- + + +

-
- -

-
- +

H

Ph
os

ph
at

as
e 

ac
tiv

ity
 

(%
 o

f b
as

al
)

VEGF

aPL

NHIgG -

+

+

-

-

- -

-

+ +

+

+

- + -

--

-

-

-

+ +

+

- + -

+

--

-

-

-

+ +

- +

0

200

400

600
****

****

ApoER2 RNAi

Con WT Δ59

G
WT

NPVA

Δ59

Pro

Pro

NFDNPVA

NFDNPVY

WT

NFDNPVY

NPVA

IP/IB
ApoER2

SHC1

ApoER2 RNAi

VEGF

NHIgG

aPL

WT

-

- + +

- -

-

+ - + + +

+

- +

- -

- -

- +

-

-

+

Δ59

SHC1

IP/IB
ApoER2

TM

TM

TM
I

0

200

100

300

ApoER2 RNAi

Con WT Δ59

NO
S 

ac
tiv

ity
 

(%
 o

f b
as

al
)

400 **** **** ****

****
****

VEGF

aPL

NHIgG

****

-

+

- + --

-

-

+ +

+

- + -

+

--

-

-

-

+ +

- + -

+

- - + -

-

-

+ +

- +

E

Con RNAi

eNOS

peNOS

GAPDH

SHC1 RNAi

SHC1

GAPDH

RNAi

Con SHC1

VEGF
aPL

NHIgG
- +

+ + +

- -
- -

- +
-

+ + +
+

- -
- -

- +

- -

D

Ph
os

ph
at

as
e 

ac
tiv

ity
 

(%
 o

f b
as

al
)

0

500

1000

1500

2000

VEGF
aPL

+ +

NHIgG

+
- +
- -

- -
- +

+ + +
- +
- -

- -
-

- +

-

********

****

Con
RNAi 

SHC1
RNAi 

F

NO
S 

ac
tiv

ity
 

(%
 o

f b
as

al
)

0

100

200

300
****

****

**** ****

VEGF
aPL

NHIgG

+ + +
- +
- -

- -
- +

+ + +
- +-
- -

-
- +

Con
RNAi 

SHC1 
RNAi

- -

J

N
P

V
Y

 P
ro

aPL

eNOS

β2GPI

Akt

Met

ApoER2

SHC1
Deletion or
ApoER2-

SHC1
Interaction
Disruption

Dab2

B’α

Bδ

PX

PX

SHC1

Endothelial Cell

A

C

LCMT-1

PP2A
Activity

Figure 4. P66 SHC1 recruitment to apoER2 via the proline-rich C terminus of the receptor is required for PP2A-A recruitment in response to aPL, and the resulting
activation of PP2A and eNOS antagonism in endothelial cells. (A) HAECs were treated with NHIgG or aPLs (100 mg/mL) for 90 minutes, and with vehicle or VEGF (100 ng/mL)
for 30 minutes, apoER2 was immunoprecipitated, and the co-IP of Dab2, PP2A-C, PP2A-A, and p66 SHC1 was evaluated by immunoblotting. (B) HAECs were transfected with
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interaction between dephosphorylated eNOS and L309-
methylated PP2A-A and B9a, and not B9b or Bd recruitment
to eNOS. Thus, in human endothelial cells, aPLs stimulate
PP2A association with LCMT-1 to increase PP2A-C L309
methylation, leading to the formation of the active hetero-
trimeric holoenzymes A-C-Bd and A-C-B9a to cause inhibitory
dephosphorylation of Akt and eNOS, respectively (Figure 2I).

Dab2 is required for aPL-induced PP2A activation
To identify apoER2-associated proteins required for aPL action
in endothelial cells, HAECs were treated with NHIgG or aPL for
90 minutes, apoER2 was immunoprecipitated, and the immuno-
precipitateswere analyzed by LC-MS/MS (supplemental Table 1). As
expected fromour prior demonstrationof aPLpromotionof apoER2-
b2GPI interaction,11,20 sixfold more spectral counts were detected
for b2GPI (also known as APOH) associated with apoER2 immu-
noprecipitated fromHAECs treatedwith aPLs vsNHIgG. In addition,
Dab2 was detected in apoER2 immunoprecipitates from cells
treated with aPLs but not NHIgG. These results were confirmed by
demonstrating the co-IP of b2GPI and Dab2 with apoER2 in aPL-
treated HAECs (Figure 3A). Whereas Dab1 mediates apoER2 sig-
naling in neurons, macrophages, and platelets,64-67 we found that
HAECs and HUVECs only express Dab2, and that mouse primary
aortic endothelial cells express both Dab2 and Dab1 (supplemental
Figure 4). To determine the relative requirement for Dab2 in aPL-
induced PP2A activation, apoER2 or Dab2 was knocked down in
HAECs (Figure 3B), and PP2A activation by the anti-b2GPI mono-
clonal antibody 3F8 or aPL was evaluated (Figure 3C). Loss of Dab2
or apoER2 prevented PP2A activation in response to 3F8 or aPL. In
parallel, aPL suppression of VEGF-stimulated eNOS S1177 phos-
phorylation and eNOS enzymatic activity were dependent on both
apoER2 (supplemental Figure 5) and Dab2 (Figure 3D-E; supple-
mental Figure 6).

Because Dab2 binds to members of the low-density lipoprotein
(LDL) receptor family via their C-terminal NPXY sequence,68 the
requirement for Dab2-apoER2 interaction in aPL action in en-
dothelial cells was tested by silencing endogenous apoER2
followed by adenovirus-driven reconstitution with C-terminally
hemagglutinin (HA)-tagged WT apoER2 (NFDNPVY), or mutant
receptor harboring NFDNPVA (NPVA) or EIGNPVY (EIG)
sequence17,69 (Figure 3F; supplemental Figure 7). In response to
aPLs, there was a marked increase in Dab2 interaction with WT
apoER2, but no association between Dab2 and either the NPVA
or EIG mutant receptor (Figure 3G). We further demonstrated
that whereas apoER2-WT expression restores aPL activation of
PP2A and inhibition of eNOS stimulation by VEGF, the NPVA or
EIGmutant forms of apoER2 fail to do so (Figure 3H-I). Moreover,
we found that aPLs do not stimulate PP2A-C methylation at
L309 in cells expressing the NPVA mutant (Figure 3J), and that
Dab2 is required for aPL promotion of LCMT-1 recruitment to
PP2A-C and resulting PP2A-C L309 methylation (Figure 3K).

These collective findings indicate that aPLs induce Dab2 asso-
ciation with apoER2 via the apoER2 NFDNPXY domain, and that
via its apoER2 interaction, Dab2 participates in PP2A activation
by aPL by enabling LCMT-1 recruitment to PP2A-C to invoke
L309 methylation (Figure 3L).

SHC1 is required for PP2A activation by aPL
Having determined that, via Dab2 recruitment to apoER2, aPLs
promote the methylation of PP2A-C, we next determined
whether PP2A-A is also recruited to the receptor. Consistent with
LC-MS/MS revealing that fivefold more PP2A-A coimmuno-
precipitates with apoER2 upon aPL treatment (supplemental
Table 1), PP2A-A interaction with apoER2 was observed in aPL-
exposed cells concurrent with the recruitment of Dab2 and
PP2A-C (Figure 4A). Next, we determined whether Dab2 me-
diates PP2A-A recruitment to the apoER2 protein complex, and
we found that PP2A-A interaction with the receptor is equally
stimulated by aPL in cells expressing or lacking Dab2 (Figure 4B).
This suggested involvement of a different adaptor protein, andwe
determined that p66 Src homology domain-containing trans-
forming protein 1 (SHC1) is readily recruited to the apoER2
complex in the presence of aPL (Figure 4A). The aPL-induced
recruitment of p66 SHC1 occurred independent of Dab2
(Figure 4B), and SHC1was required for aPL promotion of PP2A-A
interaction with apoER2 (Figure 4C). We also determined that
SHC1 is required for PP2A activation by aPL (Figure 4D), and for
aPL inhibition of VEGF stimulation of eNOS S1177 phosphor-
ylation (Figure 4E; supplemental Figure 7) and eNOS enzymatic
activity (Figure 4F).

To determine the basis for p66 SHC1 recruitment to apoER2
in response to aPLs, endogenous apoER2 was silenced and
replaced with eitherWT apoER2, or mutant forms of the receptor
disrupting the NPXY motif by substituting it with NPVA, or
lacking the C-terminal 59-aa proline-rich domain of the receptor
(Δ59; Figure 4G; supplemental Figure 8). p66 SHC1 recruitment
to apoER2 in response to aPL was evident in endothelial cells
expressing apoER2-WT, and it was conserved in cells expressing
apoER2-NPVA (Figure 4G). In contrast, no interaction between
apoER2 and SHC1 was observed in cells expressing apoER2-
Δ59. Consistent with the requirement for the proline-rich
C terminus of apoER2 in aPL-induced interaction of the re-
ceptor with p66 SHC1, in HAECs expressing apoER2-Δ59, aPL
did not stimulate PP2A and there was a resulting failure of aPL to
antagonize eNOS activation by VEGF (Figure 4H-I). These cu-
mulative observations reveal that aPLs promote p66 SHC1 as-
sociation with apoER2 primarily via the receptor’s C-terminal
proline-rich domain, and that this association is required for
PP2A-A recruitment to apoER2, for PP2A enzyme activation, and
for the inhibition of eNOS that occurs upon endothelial cell
exposure to aPL (Figure 4J).

Figure 4 (continued) control RNAi or RNAi targeting Dab2; 24 hours later, they were treated with NHIgG or aPLs, and vehicle or VEGF, apoER2 was immunoprecipitated, and
the co-IP of PP2A-A and p66 SHC1 was evaluated by immunoblotting. (C) Using a parallel approach, SHC1 was silenced; 24 hours later, cell treatments occurred and apoER2 was
immunoprecipitated, and the co-IP of Dab2 and PP2A-A was evaluated. (D-F) Following SHC1 silencing and NHIgG vs aPLs and vehicle vs VEGF treatment, PP2A activity (D,
n 5 6-12) or eNOS S1177 phosphorylation (E) was evaluated in cell lysates, or NOS activity was assessed in intact cells (F, n5 6-12). (G) Endogenous apoER2 was silenced with
RNAi, and using adenoviral constructs HA-tagged WT apoER2 (WT) or mutant forms of apoER2 harboring NFDNPVA (NPVA) substitution for NFDNPVA or lacking the proline-
rich C terminus of the receptor (D59) were reintroduced. Cells were treated 24 hours later with NHIgG or aPLs, and vehicle or VEGF, apoER2 was immunoprecipitated using anti-
HA antibody, and SHC1 co-IP was evaluated by immunoblotting. (H-I) In parallel studies, PP2A activity was quantified in cell lysates (H, n 5 4) or NOS activity was evaluated in
intact cells (I, n 5 8-16). Values in graphs are mean 6 SEM, ****P , .0001, and findings in all immunoblots were confirmed in 3 independent experiments. (J) Summary of the
findings in the figure.
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Figure 5. Mice lacking endothelial apoER2 or expressing mutant forms of apoER2 incapable of interaction with Dab2 or p66 SHC1 are protected from aPL-induced
thrombosis. (A) Control ApoER2fl/fl or ApoER2ΔEC male mice (4-6 weeks old) were injected with NHIgG or aPL (100 mg, IP), and, 24 hours later, aortas were isolated and PP2A
activity was quantified; N 5 5. (B-D) Mice were treated as described in panel A, and thrombus formation following ferric chloride initiation was evaluated in the mesenteric
microcirculation by intravital microscopy. Representative still images taken 9minutes after ferric chloride application are shown in panel B. The size of the largest thrombi formed
within 9 minutes of initiation (C) and time to total occlusion were evaluated (D). (C-D) N5 5-7. (E-H) The impact of aPL on thrombus formation was evaluated in control WT mice
(WT) and control mice with full-length apoER2 (FL), and inmice expressingmutant forms of apoER2 harboring an EIGNPVY substitution for NFDNPVA (EIG) or lacking the proline-
rich C terminus of the receptor (ApoER2Δ19) (N 5 7-11). PP2A activity was measured in isolated aortas (E); representative images of thrombus formation 9 minutes after ferric
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Endothelial apoER2 and apoER2 Dab2- and
SHC1-binding domains are required for
aPL-induced thrombosis
We next determined whether the apoER2 complex formation
and related mechanisms revealed in cultured endothelial cells
are operative in aPL-induced thrombosis in vivo in mice.11,20 To
test the requirement for endothelial apoER2, floxed apoER2
mice (apoER2fl/fl) were generated (supplemental Figure 1A-B)
and bred with mice expressing Cre recombinase under the
regulation of the vascular endothelial cadherin promotor.19,70 In
the resulting mice lacking apoER2 selectively in endothelium
(apoER2ΔEC), whereas apoER2 messenger RNA expression in
bone marrow–derived myeloid cells was unaffected, transcript
levels in endothelial cells were decreased 94% (supplemental
Figure 1C-D). aPL or NHIgG was administered to apoER2fl/fl or
apoER2ΔEC mice, and, 24 hours later, PP2A activity in aorta and
thrombus formation in the mesenteric microcirculation was
evaluated.11,20 Whereas aorta PP2A activity was increased in
apoER2fl/fl mice administered aPLs compared with those given
NHIgG, aPLs did not activate PP2A in the aortas of apoER2ΔEC
mice (Figure 5A). Thrombus formation, which was assessed
by quantifying the size of the largest thrombus formed within
9 minutes after ferric chloride–induced initiation or the time to
full occlusion, was predictably enhanced by aPL administration in
control apoER2fl/fl mice (Figure 5B-D; supplemental Videos 1-4).
In contrast, aPL-treated apoER2ΔEC mice had markedly smaller
thrombi and longer time to vessel occlusion compared with
apoER2fl/fl mice, with parameters equal to or approaching those
observed with NHIgG.

The requirements for Dab2 and SHC1 interaction with apoER2
were evaluated using apoER2-EIG knock-in mice expressing
apoER2 in which the NFDNPVY motif is altered to EIGNPVY
(EIG), and apoER2Δ19 mice expressing apoER2 lacking
the exon 19-encoded proline-rich C terminus.17,18,71 Whereas
control mice, either WT or those expressing full-length
apoER2 (FL), displayed PP2A activation in the aorta in re-
sponse to aPL (Figure 5E), apoER2-EIG and apoERΔ19 mice
did not. In parallel, as indicated by either size of largest
thrombus or time to occlusion, aPL-induced thrombosis was
suppressed in apoER2-EIG and apoER2Δ19 mice (Figure 5F-H;
supplemental Videos 5-12). These findings reveal that endo-
thelial cells are a major target cell for aPL in APS-related
thrombosis, and that the features of apoER2 required for re-
ceptor interaction with Dab2 and SHC1, which is necessary for
heterotrimeric PP2A formation and activation in endothelium
in response to aPLs, are indispensable for aPL provocation of
thrombosis in vivo.

PP2A inhibition prevents aPL-induced
thrombus formation
To evaluate the role of PP2A activation in aPL-induced throm-
bosis in vivo, WT mice were administered the PP2A inhibitor
endothall or its inactive analog 1,4-dimethyl-endothall (Dm-Endo),
and either NHIgG or aPL. Whereas aPL upregulated PP2A ac-
tivity 4.5-fold compared with NHIgG in mice given Dm-Endo

(Figure 6A), endothall prevented aPL activation of PP2A. In
parallel, in endothall-treated mice markedly smaller thrombi
formed in response to aPLs, and despite aPL exposure the time
to vessel occlusion approached values for NHIgG (Figure 6B-D;
supplemental Videos 13-16). Thus, pharmacologic antagonism
of PP2A effectively prevents thrombus formation induced by
aPLs in vivo.

Discussion
Individuals with APS are prone to episodes of thrombosis and
they have increased risk for other cardiovascular morbidities
and mortality.1,3,6,7 In studies in cultured endothelial cells and
mice, we previously demonstrated that the exaggerated throm-
bosis is driven by aPL recognition of b2GPI, which leads to eNOS
antagonism and relativedeficiency of the antithrombotic signaling
molecule NO, through processes involving the LDL receptor
family member apoER2.11,20 In the present work, we have de-
lineated the molecular links between aPL binding to b2GPI and
eNOS inhibition. We have discovered that in response to aPL
recognition of b2GPI, which causes b2GPI dimerization and in-
teractionwith apoER2,11 an apoER2-Dab2-SHC1 complex forms in
endothelial cells to assemble and activate the heterotrimeric
protein phosphatase PP2A (Figure 6E). Dab2 recruitment to
the apoER2NPXYmotif enables activating L309methylation of the
PP2A-C by recruited LCMT-1, and concurrently SHC1 recruits
the PP2A-A to the proline-rich apoER2C terminus. Completing the
PP2A heterotrimer formation prompted by aPLs, 2 distinct regu-
latory PP2A subunits (PP2A-B), Bd and B9a, provide substrate
specificity and recruit Akt and eNOS, respectively, to cause their
inhibitory dephosphorylation and consequent NO deficiency,
which promotes thrombosis. By elucidating these intricacies in the
pathogenesis of APS-related thrombosis, numerous potential new
therapeutic targets have been identified.

Complementing the dissection of how PP2A heterotrimer for-
mation andenzyme activation occur in response to aPLs, we reveal
that PP2A inhibition in vivo dramatically attenuates thrombus
formation in mice administered aPL. Other conditions in which
PP2A activity contributes to disease pathogenesis include obesity-
induced hypertension, type 2 diabetes, and inflammatory lung
disorders such as chronic obstructive pulmonary disease and
asthma.37,72 The present studies are the first to signify that the
inhibition of PP2A is a potential therapeutic option in APS-related
thrombosis. Because PP2A is involved in a variety of pivotal
cellular processes,46,48,53 it is recognized that broad-based, long-
term PP2A antagonism may have adverse effects. However,
having identified Bd and B9a in endothelium as the specific
PP2A-B subunits by which aPL activation of PP2A designates
endothelial Akt and eNOS as target phosphoproteins, the use of
small cell-permeable molecules to disrupt their discrete interac-
tions with other PP2A subunits or their phosphoprotein prey may
represent viable therapeutic options.73,74

In the present studies, Dab2 and SHC1 have been identified as
the critical adaptor proteins linking heterotrimeric PP2A to
apoER2 in aPL-exposed endothelial cells. We reveal that Dab2 is

Figure 5 (continued) chloride application are shown (F); and the size of the largest thrombi formed within 9 minutes (G) and time to total occlusion were evaluated (H). (B, F) The
images were captured by aNikonEclipse Timicroscope and its camera system (Quantem 512SC, Plan Fluor, 103, 0.3 aperture) at room temperaturewith fluorescein isothiocyanate as
fluorochrome. NIS Elements software was used to capture and process the images. Scale bars, 50 mm. Values are mean 6 SEM, ****P , .0001, ***P , .001, **P , .01, *P , .05.
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enables activating L309 methylation of PP2A-C by recruited LCMT-1. Concurrently, SHC1 recruits the PP2A-A to the proline-rich apoER2 C terminus along with 2 distinct regulatory
PP2A subunits (PP2A-B), Bd and B9a, to cause inhibitory dephosphorylation of Akt and eNOS, respectively. The resulting NO deficiency promotes thrombosis.
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required for aPL-induced recruitment of LCMT-1 to PP2A-C to
invoke PP2A-C L309 methylation. X-ray crystal structure studies
of the LCMT-1–PP2A-C complex suggest that a conformational
change in PP2A-C is required for binding of the methyl-
transferase.75 We speculate that the dynamic interactions be-
tween apoER2, Dab2, and PP2A-C, which are prompted by aPLs,
result in a change in PP2A-C 3-dimensional structure that fa-
cilitates its interaction with LCMT-1 and the methylation of
PP2A-C L309. Regarding SHC1, in endothelial cells, we recently
identified an interaction of SHC1 with p115-RhoGEF that is
required for RhoA activation via SHC1 and the sensing of ad-
hesion status by anchorage-dependent endothelial cells.76,77

SHC1 has been associated with the modulation of eNOS activity
previously, with its downregulation enhancing Akt and eNOS
activation and the abundance of bioavailable NO.78,79 However,
the present work is the first to demonstrate SHC1 participation
in a PP2A-related protein complex and PP2A activation. aPL-
induced interactions between apoER2 and Dab2 and SHC1, as
well as the observed Dab2 and SHC1 interactions with PP2A
subunits, may offer additional opportunities for mechanism-
directed interventions to combat thrombosis in APS.

Prior elucidation of the processes underlying APS-related
thrombosis has benefited greatly from experiments performed
ex vivo in platelets and endothelial cells, evaluating changes in
their function by aPL.11,80,81 Such work identified the 2 cell types
as potential aPL targets in disease pathogenesis. However,
determining whether endothelial cells or platelets are critical aPL
target cells in which disease-related processes are initiated in
vivo has been elusive.We leveraged the obligate participation of
apoER211 and cell type–specific gene deletion in mice to directly
address this issue. We found that aPL-treated mice lacking
apoER2 selectively in endothelium have dramatically attenuated
thrombosis, with parameters equal to or approaching those
observed with control treatment with NHIgG. As such, the en-
dothelium is a major aPL target cell in APS-related thrombosis,
and new, mechanism-based therapies against the thrombosis
can be directed at the endothelium. An endothelial focus for
preventive and therapeutic interventions against APS moving
forward is potentially advantageous because strategies for
endothelial cell phenotype manipulation in vivo continue
to emerge, such as the use of helper-dependent adenovirus to
provide stable transgene expression in the endothelium.82,83

Nonviral technology using polymeric nanoparticles for endo-
thelial siRNA delivery is also gaining momentum,84,85 with
endothelial-avid nanoparticles enabling multigene silencing
already becoming feasible.86 Now having greater understanding
of the molecular underpinnings of the disease, and the cell type
in which the processes likely primarily take place, there is hope

that the development and application of mechanism-based
therapies against APS-related thrombosis has become more
feasible.
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